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Supplementary Method
Co-Immunoprecipitation: Cells from exponential phase (OD600 0.5-0.7, 250 ml cultures) were washed and disrupted using glass beads (450 µl extraction buffer: 50 mM Tris-HCl pH 7.5, 150 mM KCl, 5 mM MgCl, 0.1% NP-40, 10% Glycerol, 2µg/ml Leupeptine, 311 µg/ml Benzamidine, 200 µg/ml Bacitracin, 2µg/ml Pepstatin, complete Mini inhibitor cocktail (EDTA-free, Roche Diagnostics, Mannheim, Germany), 1 mM DTT, 1 mM PMSF; in 40 ml). Protein extracts were mixed and preincubated with protein G agarose (Sigma) (1h, to remove proteins interacting unspecifically with protein G agarose). GFP-tagged, soluble Pho90-SPX domain was immunoprecipitated with 5 µl anti-GFP antibody (2h, see above) and with protein G agarose (1h). Precipitated GFP-Pho90-SPX was detected using the same antibody (1:4'000) and co-immunoprecipitated Spl2 was revealed with specific Spl2 antibody (1:2'500, kindly provided by Erin O'Shea). 
This study
This study EY57 Figure S3 : The Pho87 SPX domain is essential for normal growth on high-phosphate medium. The strains expressing full-length or truncated PHO87 (both regulated by the TEF promoter) were precultured in YPD, diluted to an OD 600 of 0.3 and 10x dilution series were spotted on SD medium containing 1 mM or 50 mM phosphate (A). As a control, the same experiement was repeated with PHO90 on on YPD medium supplemented with 50 mM phosphate or 50 mM KCl (B).
Hürlimann et al. Figure S4 : The SPX domain is required for the Spl2 dependent down-regulation of the phosphate uptake activity. Strains expressing Pho90 375N (TEF promoter) were not inhibited by the overexpression of SPL2 from the TEF promoter (FFSc574, FFSc764) . In contrast, overexpression of SPL2 in the strain already overexpressing full-length Pho90 (both from the TEF promoter, FFSc701, FFSc762) caused a strong reduction of phosphate uptake. Each data point represents the average and standard error of at least three replicates. Figure S5 : Ptot content correlates with overexpression and deletion of SPL2. SPL2 was cooverexpressed or deleted in the strains overexpressing PHO90 from the TEF promoter (and lacking all other posphate transporters, EY920 strain background). The original wildtype strain that expresses all five phosphate transporters under their native promoters is EY57. The bars represent the mean and standard deviation of four replicates. Figure S6 : The split-ubiquitin assay suggests an interaction between Spl2 and Pho87. The splitubiquitin assay was performed as for Pho90. Full-length Pho87 was used as the bait and Spl2 as the prey. As a control, strains were grown on SD-Leu-Trp medium. The X-Gal reporter assay suggested an interaction of Pho87 (pNCW-Pho87) with the positive control (pNubI-Ost1) and with Spl2 (NubG-Spl2), but not with the empty prey vector (pNubGx) or the negative control (pNubG-Ost1). Cells were also spotted on SD-His-Leu-Trp-Ura medium (in 10x dilutions).
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pNubG-Spl2 pNCW -Pho87 Figure S7 : Co-immunoprecipitation suggests an interaction between Spl2 and the Pho90 SPX domain. A) Spl2 was co-immunoprecipitated with a GFP-tagged SPX domain (GFP-pho90∆489C, (FFSc864), amino acids 1-489) and anti-GFP antibodies. As a control, a protein extract from cells expressing free GFP (pho90∆ harboring pGREG566 (Jansen et al. 2005) ) and an extract containing Spl2 (pho80∆ strain) were mixed. B) Spl2 levels in the different extracts that were used for co-immunoprecipitation were verified by western blot analysis.
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